Center 1 used the National Committee for Clinical Laboratory Standards M27-A2 method and antibiotic medium 3 (AM3) test to determine amphotericin B resistance in 5 of 30 Candida isolates. These isolates were tested at center 2 by AM3 test and flow cytometry (FC). The agreements (C1-C2) were 90% for AM3 test and FC and 73% for the AM3 tests.
Amphotericin B is widely used for the treatment of fungal infections even though there are no reliable breakpoints for correlation of in vitro susceptibility data with clinical outcome (13) . A few cases of treatment failures with amphotericin B have also been reported (3, 10) . The laboratory detection of amphotericin B-resistant strains remains problematic, notably with the widely used National Committee for Clinical Laboratory Standards (NCCLS) M27-A2 procedure (12, 13) . Alternatives, such as antibiotic medium 3 (AM3) with the M27-A2 method, Etest with a predefined gradient of drug concentration, Iso-Sensitest broth, and flow cytometry (FC) have been used to discriminate between amphotericin B-susceptible and -resistant strains (2, 4, 5, 7, 9, 11, 14) . Etest with AM3 agar did not yield good results with susceptible and resistant strains, but Etest with RPMI provided reliable discrimination (9) . Similarly, Iso-Sensitest broth reportedly allowed a better discrimination of amphotericin B resistance than did AM3 independently of the inoculum size (2) .
We compared the FC test developed at center 2 (C2; Mycology Laboratory, Wadsworth Center, Albany, N.Y.) (11) with the AM3 test previously used at center 1 (C1; University of Texas Medical School, Houston) (12, 14) to determine amphotericin B susceptibilities of 30 isolates comprising Candida albicans (5), Candida glabrata (4), Candida krusei (5), Candida lusitaniae (5), Candida parapsilosis (5), and Candida tropicalis (6) . This set included five isolates labeled as amphotericin B resistant based on the susceptibility results, animal studies, and/or clinical outcome (1, 6, 7, 12, 14) . The cultures were stored in sterile water at 4°C and passaged twice on Sabouraud dextrose agar at 35°C before the assays. Amphotericin B (Sigma Biochemical Company, St. Louis, Mo.) stock solutions were prepared in dimethyl sulfoxide (Amresco, Solon, Ohio) at concentrations of 6,400 g/ml and were stored at Ϫ70°C.
The broth microdilution test was performed at C2 according to the M27-A2 protocol with AM3 (lot 120795JB; Difco Laboratories, Detroit, Mich.) (8) . The amphotericin B concentration ranged from 0.03 to 16 g/ml. The AM3 used at C1 was from a different lot, and the test was read at 24 h at C1 and at 48 h at C2. The endpoints of the test(s) were considered to be the lowest drug concentration with an optically clear well. All samples were tested twice.
The FC assay has been described previously (11) . Briefly, serial twofold dilutions of amphotericin B ranging from 0.03 to 16 g/ml were prepared with RPMI 1640. Yeast suspensions in 0.85% sterile saline were adjusted spectrophotometrically to match an 0.5 McFarland density. One-half milliliter of the yeast suspension was added to 0.5 ml of amphotericin B dilutions and incubated at 35°C for 2 h. The growth control tube contained no drug. After incubation, 200 l of the suspension was mixed with 200 l of 25 mM sodium deoxycholate (Sigma Biochemical Company) and 10 l of propidium iodide (1 g/ ml; Molecular Probes Inc., Eugene, Oreg.). Each sample was analyzed with a FACScan flow cytometer (Becton Dickinson, Lincoln Park, N.J.) as previously described (11) . MIC was defined as the lowest concentration of drug at which an increase of 50% in mean channel fluorescence (MCF) was seen, compared to the MCF of growth control. C. parapsilosis ATCC 22019 and C. krusei ATCC 6258 were included as controls. All samples were tested twice, except for the isolates in Table 2 , which were tested on three different occasions. Percent agreement was determined as the percentage of isolates with MICs within Ϯ1 dilution of the MIC at C1 for each Candida species. Comparisons of MICs obtained by the AM3 and FC methods are summarized in Table 1 . The C1 AM3 and C2 FC tests showed excellent agreements to within 1 dilution, except for C. parapsilosis. One hundred percent agreements to within 1 dilution were obtained for AM3 tests between C1 and C2 for C. albicans and C. parapsilosis, but lower agreements were seen for the other four Candida species. The AM3 and FC tests performed at C2 showed only 60 to 80% agreements to within FIG. 1. The three-dimensional plots illustrating the increase in MCF of amphotericin B-susceptible and -resistant isolates. At 0.25 g/ml, the MCF increased to 80.2% in CL524 and 23.3% in CL2887 compared to growth control. At 4.0 g/ml, the MCF increased to 60.4% for CL2887, while it reached 98.3% for CL524. Therefore, the MIC for a susceptible isolate (CL524) was 0.25 g/ml, and for a resistant isolate (CL2887) it was 4.0 g/ml.
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NOTES 2253 1 dilution. At C2, the FC test accurately identified these five amphotericin B-resistant isolates, while the AM3 test failed to identify any of these amphotericin B-resistant isolates ( Table  2 ). The putative susceptible-resistant status for one C. krusei isolate was not known, although the MIC obtained at C1 and at C2 by the FC method was 2.0 g/ml, and the interpretation was "probable resistance." Representative three-dimensional plots for two isolates of C. lusitaniae that were considered susceptible and resistant to amphotericin B are shown in Fig. 1 . The present FC study has independently confirmed the amphotericin B susceptibility and resistance pattern in a set of Candida isolates intensively studied on many occasions at C1. Other studies have reported that the use of AM3 instead of RPMI 1640 in the NCCLS broth dilution protocol (M27-A) allowed ready discrimination between amphotericin B-susceptible and -resistant isolates (5, 12) . However, none of the amphotericin B-resistant isolates were correctly identified when AM3 was used at C2. It is quite likely that lot-to-lot variability of AM3 caused this discrepancy, which has also been reported by other investigators (6) . It is reasonable to suggest that the FC method is a useful alternative to the AM3 test for determination of amphotericin B resistance, due to multiparametric analysis of individual cells, definition of the cell characteristics with greater precision, and rapid turnaround time (11) . In our hands, RPMI was adequate for the FC method, because AM3 fluoresces at an overlapping wavelength with the fluorochrome used for cell analysis. A previous FC study also reported successful identification of a series of C. lusitaniae isolates that were putatively susceptible and resistant to amphotericin B by using DiOC 5 as the fluorochrome and RPMI medium (4).
Another study reported FC testing, as an alternative to the NCCLS method, for assessment of various Candida spp. for amphotericin B susceptibility, but it did not include any amphotericin B-resistant isolates (9) . Thus, the identification of amphotericin B-resistant isolates can be rapidly and accurately performed by the FC method independently of the choice of culture medium and fluorochrome used for cell analyses. 
